Supplementary Figure S1 . Design of TALENs targeting exon 2 and exon 3 of zebrafish rb1. a, Diagram of TALEN design to target rb1 exon 2. Gel of restriction enzyme assay on exon 2 PCR amplicon demonstrates 100% biallelic inactivation at the target site in 50% of individual embryos injected with 150 pg TALEN mRNA. b, Diagram of TALEN design to target rb1 exon 3. Gel of restriction enzyme assay on exon 3 PCR amplicon reveals relatively inefficient inactivation of the targeted location in individual embryos injected with 50 pg TALEN mRNA. Higher doses of exon 3 TALENs were not used due to toxicity. c, Four new germline mutations recovered in rb1 exon2. Two frameshift and two inframe deletion alleles have been established. Figure S2 . Regions of high mitotic activity in rb1 inactivation-induced brain tumors. Coronal sections through wild type (a, b) two rb1 TALEN exon 2-induced tumors (c-f) and one rb1 TALEN exon 3-induced tumor (g,h). H and E staining reveals presence of tumor and disruption of brain architecture. Phospho-histone pH3 labeling reveals absence of pH3 labeling in wild type brain (b) compared to regions with high mitotic index in the three tumors (d, f, h). Scale bars in H&E panels 500 um; pH3 panels 50 um, inset 20 um.
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